The hES cells and embryoid bodies (EBs) were lysed in the RIPA buffer containing 10 mM Tris-HCl (pH 7.5), 150 mM NaCl, 0.1% SDS, 0.3% Triton X-100, 0.3% sodium deoxycholate, 2 mM EDTA, and the Complete protease inhibitor cocktail (Roche Diagnostics) and stored at -20 ˚C. The concentration of the proteins in the samples was measured with the BCA Protein Assay Kit (Thermo Fisher Scientific) and equal amounts of protein were electrophoresed in an 8% SDS polyacrylamide gel and transblotted with the Mini Trans-blot Cell system (Bio-Rad, Hercules, CA) onto a polyvinylidene difluoride membrane (Millipore, Billerica, MA). The membranes were blocked with a 5% (w/v) non-fat dry milk powder (AppliChem) solution in PBS containing 0.1% Tween-20 (blocking solution). The incubation with primary antibodies was performed in the same blocking solution overnight at 4 ˚C, which was followed by an incubation with a secondary antibody in a blocking solution for 1h at RT. The membranes were probed with rabbit anti-integrin α6 antibodies, mouse antiintegrin β1 antibodies (Santa Cruz Biotechnology), and mouse anti-E-cadherin antibodies (Abcam, Cambridge, MA, USA), which was followed by the inclusion of the horseradish peroxidase-conjugated goat anti-rabbit or goat anti-mouse secondary antibodies (Cell Signaling). The mouse anti-β-actin antibody (Abcam) was used for detecting the loading control. The binding of the antibodies was detected with the Immobilon Western Chemiluminescent HRP Substrate solution (Millipore Corporation). The membranes were exposed to the x-ray films (Agfa, Belgium) used for the chemiluminescent signal detection.
(B) Relative quantification of integrin β1 levels to β-actin levels using the ImageJ gel plot analysing tool. The data have been collected from three independent experiments and are shown as mean ± SD. P <0.01 is considered to be statistically significant.
(C) Relative quantification of integrin α6 level to β-actin level using Image J gel plot analysing tool. The data have been collected from three independent experiments and are shown as mean ± SD. P <0.01 is considered to be statistically significant.
(D) Relative quantification of E-cadherin level to β-actin level using Image J gel plot analysing tool. The data have been collected from three independent experiments and shown as mean ± SD. P <0.01 is considered to be statistically significant. 
